Aims: The aim of this study was to compare the risk factors and prevalence of vascular calcification (VC) in pre-dialysis and hemodialysis (HD) patients with Balkan endemic nephropathy (BEN) or other kidney diseases (non-BEN). Materials and Methods: The study involved 115 patients, 32 pre-dialysis and 83 HD patients, separated into groups of BEN and non-BEN patients. In addition to interviews, objective examinations and laboratory analyses, VC was assessed using Adragao score. Results: Patients with BEN were significantly older in both groups, while pre-dialysis BEN patients had significantly lower systolic blood pressure, serum cholesterol and phosphorus levels, but higher urinary excretion of phosphorus than non-BEN patients. These differences were lost in HD groups. In pre-dialysis patients, prevalence of VC was lower in BEN than in non-BEN group and mean VC score differed significantly between them (2.8 (1.7) vs. 4.6 (1.8); p = 0.009). No significant difference in VC score was found between BEN and non-BEN patients on HD. Multivariate analysis showed that in pre-dialysis patients VC score >4 was associated with lower iPTH and higher serum cholesterol level, but in the HD group with higher serum triglyceride level and longer HD vintage. Conclusions: Lower prevalence of risk factors for VC in the BEN than non-BEN patients was found in pre-dialysis but not in HD group and this was reflected in the prevalence and severity of VC in the groups. Prevalence of VC and mean VC score were significantly lower in pre-dialysis BEN than in non-BEN patients but not for those on HD.
Introduction
Balkan endemic nephropathy (BEN) is a familial, slow progressive tubule-interstitial disease characterized by tubular proteinuria, mild hypertension and in the advanced stage by severe anemia [1] . For BEN patients, data on chronic kidney disease-mineral and bone disorder (CKD-MBD) as well as findings concerning vascular calcification (VC) are scarce and insufficient [2] [3] [4] . Hyperphosphatemia, one of the main pathogenic factors of VC (as proven in many studies over the past decades [5, 6] ), has been found more rarely in BEN than in other chronic kidney diseases [2] . Therefore, it was proposed that the prevalence of VC is lower in BEN than in other kidney diseases. Our previous study showed that pre-dialysis BEN patients had a significantly lower VC score than patients with other kidney diseases, but it was not examined in BEN patients on regular hemodialysis (HD).
In the present study the risk factors and prevalence of VC in both HD and pre-dialysis BEN patients was examined with the aim to compare the risk factors and prevalence of VC in pre-dialysis and HD patients with BEN and those with other kidney diseases (non-BEN).
Materials and Methods

Patients
The study involved 115 patients in the fifth stage of chronic kidney disease. Thus, 32 successive pre-dialysis patients were included during preparation for treatment with regular HD between June and December 2013, while 83 patients on regular HD joined the study in November 2013. The pre-dialysis group consisted of 15 patients with BEN as the primary kidney disease and 17 patients with other kidney diseases, glomerulonephritis (6) , diabetic nephropathy (4), pyelonephritis (4) and three with other kidney diseases. All of them started regular HD within four weeks of inclusion in the study. The group of HD patients consisted of all patients receiving HD in the FMC Dialysis Center in Šamac, Bosnia and Herzegovina. They had been on regular HD for 51.8 ± 36.5 months and were dialyzed thrice weekly for 4 h using dialyzers with polysulfone membranes (1.3-1.6 m 2 ) and bicarbonate-buffered dialysis solution. Among them were 47 patients with BEN and 36 with other kidney diseases-pyelonephritis (14) , glomerulonephritis (5), diabetic nephropathy (5), hypertension (3) and nine with other kidney diseases. We diagnosed BEN using a recently defined consent statement [7] as described elsewhere [8] .
All patients were interviewed and an objective examination was carried out in which the following data were registered: age, gender, blood pressure, body mass index (BMI), history of previous cardiovascular disease and smoking habit.
The Ethics Committee of the Foča Medical Faculty, University of East Sarajevo evaluated and approved this study (No. EK-Th 012/13), and all patients gave their informed consent.
Laboratory Analyses
Serum levels of calcium, phosphorus, alkaline phosphatase, iron, total cholesterol, LDL cholesterol and triglycerides as well as hemoglobin were measured by standard laboratory methods. Using a Cobas 6000 (Roche Diagnostics GmbH, Mannheim, Germany) serum level of intact parathyroid hormone (iPTH) was determined by an immuno-chemiluminescent procedure (normal value: 15-65 pg/mL) and 25-hydroxyvitamin D3 (25OHD3) by electrochemiluminescence immunoassay (ECLIA) (normal value: 75-250 ng/mL). Estimated glomerular filtration rate (eGFR) was calculated by the equation proposed by Modification of diet in renal disease study group (MDRD): eGFR = 175 × serum-creatinine-1.154 × age − 0.203 × 0.742 (women) [9] . Residual renal function was calculated using 24-h diuresis as recommended by the European best practice guidelines [10] .
Radiological Examinations
VCs in the iliac, femoral, radial and digital arteries were evaluated by one experienced radiologist (S.R.) in plain radiographic films of the pelvis and hands of all examined patients. The simple VC score was calculated as described by Adragao et al. [11] . Briefly, radiographic films of the pelvis were divided into four sections by two lines: a horizontal line over the upper limit of both femoral heads and a vertical line along the middle of the vertebral column. The films of each hand were divided by a horizontal line over the upper limit of the metacarpal bones. The presence of linear calcifications in each part of the film was registered as 1 and their absence as 0. The VC score was the sum of findings from all parts of the films and ranged from 0 to 8.
Statistical Analysis
Continuous variables are presented as mean and standard deviation since their normality assumption has been previously verified using the Kolmogorov-Smirnov test. Categorical variables are presented as frequencies. To assess differences between BEN and non-BEN patients Student's t-test, chi-square, or Fisher's exact test were used depending on the variables compared. The difference between the compared groups was statistically significant when p < 0.05.
We applied univariate and multivariate logistic regression to access factors associated with VC. The following variables: age, gender, diagnosis, HD vintage (only for the HD group), smoking, BMI, systolic and diastolic blood pressure, eGFR (only for the pre-dialysis group), residual renal function (only for the HD group), serum calcium, phosphorus, iPTH, 25OHD3, total cholesterol, LDL-cholesterol, triglycerides, albumin, and CRP were independent variables. The dependent variable was VC score as a binary variable coded as 0 for VC scores ≤4 and as 1 for VC scores >4. Statistical significance was set at p < 0.05.
All analyses were performed using the SPSS statistical software package (Version 21; SPSS). IBM Corp. Released 2012. IBM SPSS Statistics for Windows, Version 21.0. Armonk, NY, USA: IBM Corp. Table 1 presents the main characteristics of the patients. Patients with BEN were significantly older than those with other kidney diseases in both groups. Moreover, pre-dialysis patients with BEN had lower systolic blood pressure (p = 0.014) than non-BEN patients. No significant differences were found between both pre-dialysis and HD groups of BEN and non-BEN patients for BMI, diastolic blood pressure, history of cardiovascular disease and smoking habit. The results of laboratory analyses for the patients examined are given in Table 2 . Estimated GFR was similar in pre-dialysis BEN and non-BEN patients, as was the case with residual renal function in HD patients. Pre-dialysis BEN patients had significantly lower serum levels of phosphorus and cholesterol and higher urinary excretion of phosphorus than those with other kidney diseases. These parameters did not differ between the BEN and non-BEN groups of HD patients and significant disparity was found only in serum iron levels. Figure 1 presents the distribution of patients according to VC score. In the pre-dialysis group, VC score >4 was detected in 3/15 BEN and 11/17 non-BEN patients (p = 0.011). In addition, the mean VC score between BEN and non-BEN pre-dialysis patients differed significantly (2.8 (1.7) vs. 4.6 (1.8); p = 0.009). In the HD patient groups, the small differences between BEN and non-BEN patients for Using multivariate analysis, we showed that in pre-dialysis patients, a VC score of >4 was associated with lower iPTH and higher serum cholesterol levels, but in the HD group, it was associated with a higher serum triglyceride level and longer HD vintage (Table 3) . Multivariate analysis that included variables of both pre-dialysis and HD patients indicated that serum Using multivariate analysis, we showed that in pre-dialysis patients, a VC score of >4 was associated with lower iPTH and higher serum cholesterol levels, but in the HD group, it was associated with a higher serum triglyceride level and longer HD vintage (Table 3) . Multivariate analysis that included variables of both pre-dialysis and HD patients indicated that serum cholesterol and LDL-cholesterol levels were associated with a VC score. Patients with a higher cholesterol level and a lower level of LDL-cholesterol were at a higher risk of developing a VC score of >4. 
Results
2018, 7, x FOR PEER REVIEW 4 of 8 VC score between BEN and non-BEN pre-dialysis patients differed significantly (2.8 (1.7) vs. 4.6 (1.8); p = 0.009). In the HD patient groups, the small differences between BEN and non-BEN patients for distribution according to VC score and mean VC score (3.5 (2.2) vs. 4.1 (2.8), p = 0.291) were not statistically significant.
Discussion
In this study, the prevalence of VCs and factors that may contribute to their occurrence in pre-dialysis and HD patients with BEN or other kidney diseases were compared. Pre-dialysis BEN patients were older, had significantly lower systolic blood pressure, serum levels of phosphorus and cholesterol and higher urinary excretion of phosphorus than non-BEN patients. In the HD group, all these differences between BEN and non-BEN patients, except the difference in age, were lost. These differences in the presence of risk factors for VC between pre-dialysis and HD patients affected the severity of VC in these groups. VC score was significantly lower in BEN than in non-BEN pre-dialysis patients but not in HD patients. Logistic regression analysis showed that, in addition to serum lipids, which were found to be predictors of VC in both pre-dialysis and HD patients, iPTH was a predictor of VC in pre-dialysis and HD vintage in HD patients.
High prevalence of VC has been reported both in HD and pre-dialysis patients [12] [13] [14] [15] [16] [17] . In these studies, the presence of calcifications was evaluated in different localizations as well as by diverse methods that varied in sensitivity and specificity. We used plain X-ray images for calculation of semiquantitative vascular calcification scores as described by Adragao et al. [11] . There are few data on mineral disorders in BEN. Bukvić et al. [2] recorded that hyperphosphatemia appeared very rarely in BEN patients on HD even without use of phosphate binders. Recently, Premužić et al. [3] observed that BEN patients on HD had lower serum levels of phosphorus and iPTH and, although older, had significantly lower arterial stiffness markers (pulse wave velocity and aortic augmentation index). In addition, they found that BEN was the most significant independent negative predictor of arterial stiffness and proposed that later onset of arterial hypertension in the pre-dialysis stage and lower serum phosphorus level could explain these findings. Both of these studies examined HD patients with BEN and did not examine presence of VC in BEN patients. In our previous study, we presented lower prevalence of VC in pre-dialysis BEN patients in comparison with non-BEN patients [4] . Here, we have examined the prevalence of VC in both HD and pre-dialysis BEN patients and compared it with VC in non-BEN patients. In the non-BEN pre-dialysis group, 11 (64.7%) patients had a VC score >4, which was a somewhat higher percentage than that reported by some other authors, who examined peripheral VC in much larger groups of patients in stage 3 and/or 4 of CKD [12] [13] [14] [15] . In the group of BEN pre-dialysis patients, only three out of 15 (20%) had a VC score >4. This is far less than the relative number of patients with other kidney diseases recorded here and by other authors. In the group of HD patients, a similar number of BEN (17-36%) and non-BEN (16-44%) patients had VC scores >4. These percentages are comparable to the findings of others who used similar methods for the evaluation of VC [11, 15, 17] .
Searching for the cause of the difference in VC prevalence between pre-dialysis and HD patients with BEN, we analyzed risk factors for VC. Different risk factors for VC have been selected in a number of studies and all led to the opinion that risk factors for VC in CKD patients comprised not only traditional ones (older age, male gender, hypertension, diabetes, dyslipidemia, inflammation) but also factors specific for CKD (disorders of mineral metabolism and their regulatory hormones, excessive use of calcium salts as phosphate binders, malnutrition, low levels of VC inhibitors) [18] [19] [20] . Analysis of the risk factors registered here showed that the only pronounced risk factor in pre-dialysis BEN patients was older age. Several other risk factors (systolic blood pressure, serum level of phosphorus, partly caused by higher urinary excretion of phosphorus, and cholesterol) were lower in BEN than non-BEN patients. These differences in risk factors could explain the disparity in the prevalence of VC between BEN and non-BEN pre-dialysis patients. Multivariate logistic regression analysis confirmed that in pre-dialysis patients, VC score >4 was associated with lower serum iPTH and higher cholesterol levels, but BEN pre-dialysis patients just had higher serum iPTH and lower cholesterol levels as compared with non-BEN patients. On the other hand, all the above-mentioned risk factors, except age, were similar in BEN and non-BEN patients on HD. Our HD patients were on regular HD for four years on average and the severity of VC risk factors arose more from prolonged end-stage renal disease than whether the primary disease was BEN or non-BEN. Multivariate analysis revealed that in the HD group, VC score >4 was associated with longer HD vintage. Residual renal function in both groups of HD patients was minimal, their urinary excretion of phosphorus was similarly low and serum phosphorus level in two HD groups was similar too. In addition, calcium-containing phosphate binders are only available in our country but there is agreement that they are associated with an increase in VC [21, 22] . Loss of kidney function also influenced blood pressure, which was similar in both HD groups. This equivalent prevalence of risk factors in BEN and non-BEN patients on HD led to similar prevalence of VC and similar VC scores.
Our study has some limitations. The relatively small number of participants, especially the pre-dialysis group, limited evaluation of VC predictors. In addition, the radiographic method to detect VCs was a simple X-ray imaging technique, so early stages of calcification could have been missed. As in pre-dialysis patients, higher VC was associated with lower iPTH levels, it could be assumed that most patients had a dynamic bone disease rather than osteitis fibrosa. Although this assumption has already been mentioned [3, 4] , we did not have the opportunity to check it with a bone biopsy. Despite these limitations, for the first time, we have analyzed the prevalence of VC in BEN pre-dialysis and HD patients and detected a significant difference in risk factors and prevalence of VC between BEN and non-BEN pre-dialysis patients as well as between BEN pre-dialysis and HD patients.
Conclusions
Several risk factors for VC (systolic blood pressure, serum cholesterol and phosphorus levels) were less prominent in pre-dialysis BEN than in non-BEN patients but such differences were not found between BEN and non-BEN patients on HD. This difference in risk factors was reflected in the prevalence and severity of VC in the groups; prevalence of VC and mean VC score were significantly lower in pre-dialysis BEN than in non-BEN patients but this difference between BEN and non-BEN patients was lost in the HD group. Serum iPTH and cholesterol were selected as VC predictors in pre-dialysis patients. Serum triglyceride and HD vintage were selected as VC predictors in HD patients.
As pre-dialysis BEN patients had a lower prevalence of risk factors for VC and consequently VC, exploring strategies for prevention of VC after beginning HD treatment in these patients requires more attention.
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